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 Ph.D Thesis: Study of Chemopreventive and Anticancer efficacy of Nyctanthes arbor-tristis 

 Linn. and Phlogacanthus thyrsiflorus Nees. using pre-clinical cancer model 

 

BUFFERS, REAGENTS, SOLUTIONS 

 

Sl No. Buffer Concentration 

I. Phosphate buffer saline (pH 7.4) 
 

 
NaCl 8 gm/L 

 
KCl 0.2 gm/L 

 
Na2HPO4 1.42 gm/L 

 
KH2PO4 0.24 gm/L 

 
    

II. Sodium phosphate buffer 1M (pH 8.0)   

 
1 M Solution of Na2HPO4 53 ml/L 

 
1 M Solution of Na2PO4 947 ml/L 

 
    

III. Sodium phosphate buffer 1M (pH 6.5)   

 
1 M Solution of Na2HPO4 685 ml/L 

 
1 M Solution of Na2PO4 315 ml/L 

 
    

IV. Sodium phosphate buffer 1M (pH 7.0)   

 
1 M Solution of Na2HPO4 390 ml/L 

 
1 M Solution of Na2PO4 610 ml/L 

 
    

V. Potassium phosphate buffer 1M (pH 7.5)   

 
K2HPO4 69.67 gm/L 

 
KH2PO5 27.22 gm/L 

 
    

VI. Tris KCL buffer   

 
KCL 74.55 gm/L 

 
Tris 121.14 gm/L 

 
    

VII. Normal Saline   

 
NaCl 0.9 mg/L 

 
    

VIII. Lysis buffer   

 
Tris-Cl (pH 8.0) 50mM 

 
NaCl 150mM 

 
Nonidet P-40 1X 

 
Sodium deoxycholate 0.50% 

 
SDS 0.10% 

 
Sodium orthovanadate 1mM 

 
NaF 1mM 

 
Protease inhibitor  1X 
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 Ph.D Thesis: Study of Chemopreventive and Anticancer efficacy of Nyctanthes arbor-tristis 

 Linn. and Phlogacanthus thyrsiflorus Nees. using pre-clinical cancer model 

 

IX. Loading buffer (2X)   

 
Tris-Cl (pH 6.8) 100 mM  

 
SDS 4% 

 
Bromophenol blue 0.20% 

 
Glycerol 20% 

 
Dithiothreitol 200 mM  

 
    

X. Running buffers (1x) (pH 8.3)   

 
Tris base 3 gm/L 

 
Glycine 14.4 gm/L 

 
SDS 1 gm/L 

 
    

XI. Transfer buffer (1X)   

 
Tris-Cl  25 mM 

 
Glycine 190 mM  

 
Methanol 20% 

 
    

XII. Wash buffer (1X)   

 
Tris-Cl (Ph 7.5) 20 Mm 

 
NaCl 150 Mm 

 
Tween 20 0.10% 

 
    

XIII. Blocking buffer 
 

 Wash buffer 1X 

 
Non-fat milk powder 5% 

 
    

XIV. Stripping buffer   

 
Glycine 15 gm/L 

 
SDS 1 gm/L 

 
Tween 20 1% 

 
 mercaptoethanol 0.80% 

   

XV. Griess reagent  

 N-1-napthylethylenediamine dihydrochloride in water 50% 

 Sulfanilamide in 5% phosphoric acid 50% 
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Figure. Effects of different fractions of Nyctanthes arbor-tristis on the viability of human lung cancer H1299 cells: H1299 cells treated with various

concentration of fractions in DMSO for 24-48 hrs. At the end of each treatment duration, viability was measured by MTT assay as mentioned in ‘Material and

Methods’, and % cell viability are shown. The values are represented as mean ± SEM of three samples for each treatment. c, P < 0.05; b, P < 0.01; a, P < 0.001.
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Figure. Effects of different fractions of Phlogacanthus thyrsiflorus on the viability of human lung cancer H1299 cells: H1299 cells treated with various

concentration of fractions in DMSO for 24-48 hrs. At the end of each treatment duration, viability was measured by MTT assay as mentioned in ‘Material and

Methods’, and % cell viability are shown. The values are represented as mean ± SEM of three samples for each treatment. c, P < 0.05; b, P < 0.01; a, P < 0.001.
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Figure. Effects of different fractions of Nyctanthes arbor-tristis on the viability of human lung cancer A549 cells: A549 cells treated with various

concentration of fractions in DMSO for 24-48 hrs. At the end of each treatment duration, viability was measured by MTT assay as mentioned in ‘Material and

Methods’, and % cell viability are shown. The values are represented as mean ± SEM of three samples for each treatment. c, P < 0.05; b, P < 0.01; a, P < 0.001.
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Figure. Effects of different fractions of Phlogacanthus thyrsiflorus on the viability of human lung cancer A549 cells: A549 cells treated with various

concentration of fractions in DMSO for 24-48 hrs. At the end of each treatment duration, viability was measured by MTT assay as mentioned in ‘Material and

Methods’, and % cell viability are shown. The values are represented as mean ± SEM of three samples for each treatment. c, P < 0.05; b, P < 0.01; a, P < 0.001.

BPFPTL

BF2PTL AFPTL

%
 C

el
l 

V
ia

b
il

it
y

F3PTL

Control 6.25 µg/mL 12.5 µg/mL 25 µg/mL 50 µg/mL 100 µg/mL 150 µg/mL 200 µg/mL

Effects of different fractions of Phlogacanthus thyrsiflorus on the viability of human lung cancer A549 cells

iv

24 Hrs 48 Hrs                                            24 Hrs 48 Hrs                                            

24 Hrs 48 Hrs                                            24 Hrs 48 Hrs                                            

c

b c

b

b b

c

c
c

c

0

50

100

150

200

250

a

c

a

a

a

a

a

a

a

a

a

a

a

0

100

200

300

c c

0

50

100

150

200

0

50

100

150

200

b b b

0

50

100

150

200



24 Hrs 48 Hrs                                            

%
 C

el
l 

V
ia

b
il

it
y

%
 C

el
l 

V
ia

b
il

it
y

%
 C

el
l 

V
ia

b
il

it
y

%
 C

el
l 

V
ia

b
il

it
y

Figure. Effects of different fractions of Nyctanthes arbor-tristis on the viability of human prostate cancer PC3 cells: PC3 cells treated with various

concentration of fractions in DMSO for 24-48 hrs. At the end of each treatment duration, viability was measured by MTT assay as mentioned in ‘Material and

Methods’, and % cell viability are shown. The values are represented as mean ± SEM of three samples for each treatment. c, P < 0.05; b, P < 0.01; a, P < 0.001.
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Figure. Effects of different fractions of Phlogacanthus thyrsiflorus on the viability of human prostate cancer PC3 Cells: PC3 cells treated with various

concentration of fractions in DMSO for 24-48 hrs. At the end of each treatment duration, viability was measured by MTT assay as mentioned in ‘Material and

Methods’, and % cell viability are shown. The values are represented as mean ± SEM of three samples for each treatment. c, P < 0.05; b, P < 0.01; a, P < 0.001.
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Figure. Effects of different fractions of Nyctanthes arbor-tristis on the viability of human prostate cancer LNCap cells: LNCap cells treated with various

concentration of fractions in DMSO for 24-48 hrs. At the end of each treatment duration, viability was measured by MTT assay as mentioned in ‘Material and

Methods’, and % cell viability are shown. The values are represented as mean ± SEM of three samples for each treatment. c, P < 0.05; b, P < 0.01; a, P < 0.001.
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Figure. Effects of different fractions of Phlogacanthus thyrsiflorus on the viability of human prostate cancer LNCap cells: LNCap cells treated with various

concentration of fractions in DMSO for 24-48 hrs. At the end of each treatment duration, viability was measured by MTT assay as mentioned in ‘Material and

Methods’, and % cell viability are shown. The values are represented as mean ± SEM of three samples for each treatment. c, P < 0.05; b, P < 0.01; a, P < 0.001.
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Figure. Effects of different fractions of Nyctanthes arbor-tristis on the viability of human colon cancer SW480 cells: SW480 cells treated with various

concentration of fractions in DMSO for 24-48 hrs. At the end of each treatment duration, viability was measured by MTT assay as mentioned in ‘Material and

Methods’, and % cell viability are shown. The values are represented as mean ± SEM of three samples for each treatment. c, P < 0.05; b, P < 0.01; a, P < 0.001.
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Figure. Effects of different fractions of Phlogacanthus thyrsiflorus on the viability of human colon cancer SW480 cells: SW480 cells treated with various

concentration of fractions in DMSO for 24-48 hrs. At the end of each treatment duration, viability was measured by MTT assay as mentioned in ‘Material and

Methods’, and % cell viability are shown. The values are represented as mean ± SEM of three samples for each treatment. c, P < 0.05; b, P < 0.01; a, P < 0.001.

BPFPTL

BF2PTL AFPTL

%
 C

el
l 

V
ia

b
il

it
y

F3PTL

Control 6.25 µg/mL 12.5 µg/mL 25 µg/mL 50 µg/mL 100 µg/mL 150 µg/mL 200 µg/mL

Effects of different fractions of Phlogacanthus thyrsiflorus on the viability of human colon cancer SW480 cells

x

24 Hrs 48 Hrs                                            24 Hrs 48 Hrs                                            

24 Hrs 48 Hrs                                            24 Hrs 48 Hrs                                            

c
c c b

0

40

80

120

160

200

c b
a

a
a

c

0

40

80

120

160

200

0

40

80

120

160

200

a
a a a

a

0

40

80

120

160

200

240

b

b
c

c

a

b
a

0

40

80

120

160

200



 

Annexure VIII 



 



 



 


